Supplementary figures
. Non-inducible ipaD mutants are white on Congo red agar plates.
An ipaD library was plated on agar plates containing 100 μg/ml CR and white colonies were picked and restreaked on fresh plates to confirm their phenotype. Wild-type Shigella is light red on these plates while constitutive secreters like the ΔipaD strain or loss-of-function mutants are bright red, probably because CR stains effector proteins. Non-inducible mutants are white.
Figure S2. Premature secretion in ipaDL99P is not due to lower expression levels.
To analyse the phenotype of a strain expressing less than wild-type levels of IpaD, expression of ipaD in the complemented strain ΔipaD/ipaD + (A) Total protein expression levels. Samples were collected as described in Experimental procedures and Western-blotted with an antibody against IpaD. IpaD expression in a Very low levels of IpaD as observed in ΔipaD/ipaD strain containing pACT3 could not be significantly increased beyond the levels detected after induction with 0.2 mM IPTG and never reached wild-type levels. pACT3 induced with 0.5 mM IPTG differs from the pattern in ipaDL99P: the latter secretes much higher levels of translocators IpaB and IpaC, and lower levels of IpaH (late effector), indicating that this phenotype is a specific effect of the mutation and not merely an expression defect. 
